5 6 7 8 9 10 Supplementary Figure 1: Generation of stable VP40-producing cell lines. 293T cells were 11 transfected with 20 μg of CMV-VP40 plasmid with antibiotic selection marker 12 (pcDNA3.1/Hygro) by electroporation. Cells were treated next day with hygromycin B for 13 plasmid selection (200-400 µg/mL). To generate VP40 clones, transfected cells were cultured for 14 > 3 wk, followed by isolation of surviving colonies and multiple passages under specific 15 antibiotic selection. Several of the resulting clones (V2C1-4, V2CH and V2CI) and control 293T 16 cells were cultured for 5 days in exosome-free media, followed by harvesting and filtering (0.22 17 µm) of the supernatant. One milliliter of each supernatant was incubated with 30 μL NT80/82 18 particles for 72 h at 4°C. NT pellets were washed once in 1x PBS, followed by resuspension in 19 VP40 CD63 Alix Actin 1 2 3 4 5 6 7 VP40 Affects Cell Cycle and EVs | Pleet et al. 2 12 μL Laemmli buffer and loading onto a 4-20% Tris-glycine gel, and subsequent western blot 20 analysis for VP40, exosomal markers Alix and CD63, and Actin protein levels. V2C cells chosen 21
for future experiments (V2CH and V2CI) are enclosed by a black box. added into 1 mL of sterile 1x PBS and filtered (through 0.22 μm) alongside 1 mL of 1x PBS 35 alone (mock). Filtered samples were incubated with 30 μL of NT80/82 particles (30% slurry) 36 overnight at 4ºC, followed by processing and loading onto a 4-20% Tris-glycine gel, and 37 subsequent western blot analysis for VP40, NP, and GP protein levels. Unfiltered VLP (0.25 μg) 38 was loaded side-by-side with filtered samples. Selected lanes were taken from the same blot with 39 identical exposure settings presented in the figure. B) V2CH cells were grown for 5 days in 40 exosome-free media, followed by harvesting of supernatants. Supernatants were spiked with 10 41 μg of VLP and either left unfiltered or filtered (through 0.22 μm). VLP-spiked supernatants were 42 then incubated with ExoMAX TM (1:1 reagent:supernatant) overnight at 4ºC. EVs were pelleted, were then processed for western blot analysis of VP40, NP, GP, CD63, CD9, and Actin levels. 
